[Abstract] In normal as in cancerous cells, gene expression is tightly regulated by transcription factors, which are responsible for up-or down-regulation of thousands of targets involved in different cell processes. Transcription factors can directly regulate the expression of genes by binding to specific DNA sequences known as response elements. Identification of these response elements is important to characterize targets of transcription factors in order to understand their contribution to gene regulation.
2. After plasmid mutation, the sequence of the new plasmid should be aligned to the original sequence to confirm that the introduced mutations are the only differences between the wild type promoter sequence and the mutated sequence (Figure 1) . test. **P < 0.01, ***P < 0.001. Ns: non-significant.
Notes
1. The methylation of the template plasmid is performed in order to allow its digestion by endonucleases in the host cells after transformation. Therefore, the template will be eliminated and only the mutated plasmid will be present in the transformed cells.
2. HEK293T cells should not be allowed to reach confluency during the transfection. promoter is an indication that this activity was enhanced when MYC was introduced alone.
5. Store DMEM at 4 °C; heat to 37 °C before use, avoid keeping warm for a prolonged time.
6. Do not mix the bacterial vials by pipetting up and down.
7. Invert LB plate during incubation to avoid condensation and contamination.
8. Prepare plasmids at 100 ng/μl to facilitate the transfection procedure. 
